We previously demonstrated the transmission of murine cytomegalovirus to syngeneic mice and preformed monolayers of mouse embryo fibroblasts with plastic-adherent peritoneal exudate cells from infected mice as a source of macrophages. In the present studies we compared this standard feeder layer method with a reverse feeder layer method in which the adhering peritoneal exudate cells remained attached to plastic and to which were added mouse embryo fibroblasts. Recovery of virus from the adherent peritoneal exudate cells of infected mice was achieved with both methods. Whereas the standard method achieved greater accuracy and usually recovered more virus, the reverse method appeared to recover virus more frequently and required fewer cells to perforn the assay. Furthermore, the reverse method demonstrated the survival of murine cytomegalovirus in adhering cells after culture periods of up to 2 weeks.
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Host-virus interactions during cytomegalovirus (CMV) infection of mice have been extensively studied as a model for human CMV infection. Two of the most relevant consequences of infection of mice with CMV are the establishment of viral persistence (4) and the alteration of immune responses (16) . In each process, the role of the macrophage may be central. In general, macrophages participate in viral clearance (13) and in the induction and modulation of the immune response (10) . A study of the fate of murine CMV (MCMV) after interaction with macrophages in vivo is therefore crucial to the understanding of CMV persistence and CMVinduced immune impairment. Studies (6) . The present studies developed from the observation of CPE in MEF overlaid on adherent PEC from adult mice infected with virulent MCMV. As reported here, intranuclear inclusions were observed in these cells, and viral particles were found by electron microscopic examination. CPE did not develop in MEF applied to adherent PEC from uninfected mice. These findings are in agreement with the recovery of CMV from the adherent PEC of mice infected at birth with tissue culture-adapted virus by a similar technique (3) .
Comparison of the standard and reverse feeder layer methods revealed the relative advantages and disadvantages of each method. The major advantage of the standard method was the accuracy of the number of cells assayed. The cells were delivered immediately after counting. In contrast, the determination of the number of cells assayed in the reverse technique was indirect if calculated from the number of nonadherent cells recovered or inconsistent if determined by scraping recovery or staining of parallel samples as reported here. With positive virus recoveries, more virus was usually recovered by the standard technique. Although it can be speculated that cell fragmentation resulting from greater manipulation delivered more infectious material for assay, that has not been examined here. The principal advantages of the reverse method are slightly more frequent isolation of virus and conservation of cells.
Because the reverse method proved to be sensitive, prolonged culture in vitro of adherent PEC from infected mice, followed by the application of susceptible MEF, was used to determine whether the macrophage-enriched population eliminated MCMV. As demonstrated by the experiments reported here, MCMV was isolated from adherent PEC that had been cultured for 7 days as successfully as from those that had been in culture for 1 day. The percentage of phagocytic cells was markedly enriched in both groups. Furthermore, MCMV was isolated from adherent PEC after 14 days in vitro. Therefore, this technique has demonstrated the survival of MCMV in a macrophage-enriched population under conditions in which macrophage function is retained.
We have concluded from these studies that the standard method is preferable for accurately following the course of virus content in a population of macrophages known to be infected with MCMV. In contrast, the reverse method is preferable when few cells are available and the presence of virus is at issue.
